Supplementary Materials and Methods
Cell lines. A431, H1299 and SKMel28 were from ATCC, A549 and A549-luc-C8 were from DSMZ and Caliper, respectively. A431 and A549 were cultivated in DMEM 10% FBS, SKMel28 in the same medium with the addition of non-essential amino acids and H1299 and A549-luc-C8 in RPMI-1640 medium 10% FBS.
AvidinOX and biotinylated antibodies. AvidinOX ® (registered brand of Sigma Tau) was prepared by Areta International as a lyophilized form, according to previously described methods (1) . After reconstitution with water for injection, the protein was at 3.0 mg/mL, in acetate buffer pH 5.2 with mannitol and NaCl. For biotinylation of Cetuximab (Erbitux ® ; Merck Serono), Panitumumab (Vectibix ® ; Amgen) and Rituximab (MabThera ® ; Roche), 100 mg of antibody were subjected to buffer exchange by ultrafiltration on Amicon Ultra 30K (Millipore) and brought to a concentration of about 10 mg/mL in PBS. Activated 2X-AHbiotin-N-Hydroxysuccinimide ester (ST3297, Sigma-Tau) was added at 1:10 Mab:biotin molar ratio. The reaction mixture was incubated 2 h at room temperature, under mild shaking, loaded on SEC disposable PD-10 column (G-25 Amersham-Pharmacia) and eluted with PBS. Biotinylated antibody (bMab) fractions were pooled based on OD 280 values and finally filter sterilized. The biotinylation level was assessed by HABA test (2) and purity and integrity confirmed by SEC-HPLC on TSKgel G3000 SWXL column (Tosoh Bioscience). Immunoreactivity was tested by antigen-specific ELISA. Briefly, Immuno MAXISORP 96-well plates (Nunc) were coated overnight at 4°C with 50 ng/well of recombinant human EGF-R/Erb1 Fc chimera (R&D).
Plates were washed with PBS 0.1% Tween-20 (PBS-T), blocked with PBS-T 1% BSA for 2 h, and incubated with serial dilutions of antibodies, 1 h at room temperature. After washings, anti-human K light chain horseradish peroxidase (HRP)-conjugated antibody (Sigma Aldrich), diluted 1:1,000 in blocking solution, was added 1 h at room temperature. After three washings, 200 µL/well TMB substrate (Sigma Aldrich) were added and plates incubated 30 min at 37°C. The reaction was blocked by adding 100 µL/well of 0.5M H 2 SO 4 solution, and optical density at 450 nm measured by ELISA spectrophotometer. Endotoxins were tested by LAL test (Endosafe PTS/MCS Cartridges). Figure S2 . For quantitative evaluation of the biotin uptake in lung and nontarget organs, 10 MBq of 111 In-ST2210 were intravenously injected in groups of balb/c mice exposed to AvidinOX or vehicle by aerosol, 24 h earlier. The mice were sacrificed by asphyxia 2 or 24 h thereafter and lung, blood, spleen, liver, stomach, brain and kidney samples collected, weighed and counted by gamma counter (Cobra, Perkin Elmer). Data were expressed as % of the injected dose/gram of tissue (% ID/g). For immunohistochemistry, animals were exposed to nebulised AvidinOX and lungs were removed, fixed in formalin and paraffin embedded. Serial sections were processed and incubated with HRP-conjugated rabbit anti-avidin antibody (GeneTex) and then with DAB substrate.
AvidinOX conjugation to cells. For AvidinOX conjugation, pellets of 5x10 5 cells or adherent cells

